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PRODUCT INFORMATION

Content:

* 20 ng of pNiFty3-A-SEAP provided as lyophilized DNA

* 1 ml of Zeocin™ (100 mg/ml)

Storage and stability:

- Products are shipped at room temperature.

- Store lyophilized DNA at -20 °C.

- Store Zeocin™ at 4 °C or at -20 °C. The expiry date is specified on
the product label.

Quality control:

- Plasmid construct has been confirmed by restriction analysis and
sequencing.

GENERAL PRODUCT USE

Pattern recognition receptor (PRR) activation triggers a complex
signaling cascade that leads to the activation of different transcription
factors, each playing an important role in the subsequent immune
response. To monitor the induction of PRR signaling in response to ligand
stimulation in a simple and efficient manner, InvivoGen has designed
pNiFty, a family of reporter plasmids expressing a reporter gene under the
control of a minimal promoter inducible by these different transcription
factors, either individually or in combination. Most pNiFty plasmids are
selectable with Zeocin™ in both E. coli and mammalian cells, and can be
used to generate stable clones. pNiFty plasmids are composed of three
key elements: a proximal promoter, repeated transcription factor binding
sites (TFBS) and a reporter gene. The proximal promoters are shorter than
500 bp and contain transcription factor binding sites. Upon stimulation in
293 cells, their expression level remains undetectable. With the addition
of repeated TFBS, the proximal promoters become inducible by the
appropriate stimulus and drive the expression of the reporter gene.

PLASMID FEATURES

* AP-1 binding site: Activator protein 1 (AP-1) is a transcription factor
activated by most PRRs. AP-1 is a heterodimeric complex composed of
members of Fos, Jun and, ATF protein families. AP-1 binds to the TPA
responsive element (TRE: ; TGAG/CTCA)'. AP-1 activation in TLR
signaling is mostly mediated by MAP kinases such as c-Jun N-terminal
kinase (JNK), p38 and extracellular signal regulated kinase (ERK).

* IFN-f promoter: the mouse IFN-3 minimal promoter comprises
several positive regulatory domains that bind different cooperating
transcription factors such as NF-xB, IRF3 and IRF72.

* SEAP is a secreted form of human embryonic alkaline phosphatase.
Unlike endogenous alkaline phosphatases, SEAP is extremely heat stable
and resistant to the inhibitor L-homoarginine. It catalyses the hydrolysis
of pNitrophenyl phosphate (pNpp) producing a yellow end product.
SEAP expression can be readily quantified by collecting samples of
culture medium and measuring the hydrolysis of pNpp with a
spectrophometer at 405 nm.

* SV40 pAn: The Simian Virus 40 late polyadenylation signal enables
efficient cleavage and polyadenylation reactions resulting in high levels
of steady-state mRNA.

* Ori is a minimal E. coli origin of replication with the same activity as
the longer Ori.

* EF1/HTLYV prom is a composite promoter comprising the Elongation
Factor-1a (EF-1a) core promoter® and the R segment and part of the U5
sequence (R-U5’) of the Human T-Cell Leukemia Virus (HTLV) Type 1
Long Terminal Repeat’. The EF-1a promoter exhibits a strong activity
and yields long lasting expression of a transgene in vivo. The R-U5’ has
been coupled to the EF-1a core promoter to enhance stability of RNA.

* EMY7 is a bacterial promoter that enables the constitutive expression of
the antibiotic resistance gene in E. coli.

*» Zeo: Resistance to the antibiotic Zeocin™ is conferred by the Sh ble gene
from Streptoalloteichus hindustanus. The Sh ble gene is driven by the
EF1-HTLV promoter in tandem with the bacterial EM7 promoter
allowing selection in both mammalian cells and E. coli.

* BGlo pAn: The human beta-globin 3’UTR and polyadenylation
sequence allows efficient arrest of the transgene transcription’.
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METHODS

Plasmid resuspension

Quickly spin the tube containing the lyophilized plasmid to pellet the
DNA. To obtain a plasmid solution at 1 pg/ul, resuspend the DNA
in 20 pl of sterile H,O. Store resuspended plasmid at -20 °C.

Plasmid amplification and cloning
Plasmid amplification and cloning can be performed in E. coli GT116 or
in other commonly used laboratory E. coli strains, such as DH5a.

Zeocin™ usage
This antibiotic can be used for E. coli at 25 pg/ml in liquid or solid media
and at 50-200 pg/ml to select Zeocin™-resistant mammalian cells.

TECHNICAL SUPPORT

InvivoGen USA (Toll-Free): 888-457-5873
InvivoGen USA (International): +1 (858) 457-5873
InvivoGen Europe: +33 (0) 5-62-71-69-39
InvivoGen Hong Kong : +852 3-622-34-80

E-mail: info@invivogen.com
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NotI (-1)
1 AATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACA
Pvul (172)
101 AAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCGAGCTCTGAGTCACTGACTCA

Sdal (232)
EcoRI (225)
201 GTGAGTCACTGACTCAGTGAGTAAGGAATTCTCCTGCAGGagcttgaataaaatgaatattagaagctgttagaataagagaaaatgacagaggaAAACT

301 GAAAGGgAGAACTGAAAGTGggaaattcctctgaggcagaaaggaccatccctT ATAAAtagcacaggccatgaaggaagatcattctcactgeagec

HindIII (422)
399 tttgacagcctttgcctcatcttgAAGCTTCTGCCTTCTCCCTCCTGTGAGTTTGgtaagtcactgactgtctatgecctgggaaagggtgggcaggagat

Nsil (544)
AvrIl (537)  Xbal (549)
499 ggggcagtgcaggaaaagtggcactatgaacccTGCAGCCCTAGGAATGCATCTAGAcaattgtactaaccttcttctectttecctctcctgacagGTTGG

BsrGI (598) Xceml (611) Sphl (632) Bsu36l (660)
599 TGTACAGTAGCTTCCACCATGATTCTGGGGCCCTGCATGCTGCTGCTGCTGCTGCTGCTGGGCCTGAGGCTACAGCTCTCCCTGGGCATCATCCCAGTTG
i*M I L G P CML L L L LLLGLRLAOQLSLGI I PV

699 AGGAGGAGAACCCGGACTTCTGGAACCGCGAGGCAGCCGAGGCCCTGGGTGCCGCCAAGAAGCTGCAGCCTGCACAGACAGCCGCCAAGAACCTCATCAT
28 E E E N P D F WNURTEAAEALGAAIKTZ KTLIQPAQTAATIKNTL I 1
Pvull (833) BamHI (842)
799 CTTCCTGGGCGATGGGATGGGGGTGTCTACGGTGACAGCTGCCAGGATCCTAAAAGGGCAGAAGAAGGACAAACTGGGGCCTGAGATACCCCTGGCTATG
6l F L G D GM GV S TVTAARIILZIKTGAI QIKT KT DTZ KTLTG®PTETIUPLAM
Ndel (908)
899 GACCGCTTCCCATATGTGGCTCTGTCCAAGACATACAATGTAGACAAACATGTGCCAGACAGTGGAGCCACAGCCACGGCCTACCTGTGCGGGGTCAAGG
95s* D R F P Y VA L S K T Y NV DI KUHVPDSGATATAYTLT CSGVK
999 GCAACTTCCAGACCATTGGCTTGAGTGCAGCCGCCCGCTTTAACCAGTGCAACACGACACGCGGCAACGAGGTCATCTCCGTGATGAATCGGGCCAAGAA
128G N F Q T I G L S AAARTFNQCNTTRGNEUVI SVMNZ RA K K
BstEII (1119)
1099 AGCAGGGAAGTCAGTGGGAGTGGTAACCACCACACGAGTGCAGCACGCCTCGCCAGCCGGCACCTACGCCCACACGGTGAACCGCAACTGGTACTCGGAC
161 A G K S VGV V T TTRV QHASPAGTYAHTVNT RNMWYSTD
1199 GCCGACGTGCCTGCCTCGGCCCGCCAGGAGGGGTGCCAGGACATCGCTACGCAGCTCATCTCCAACATGGACATTGATGTGATCCTGGGTGGAGGCCGAA
195* A D VP A S AR QE GCQDIATQLI1I SNMDIDVILGS®GSGHTR
1299 AGTACATGTTTCGCATGGGAACCCCAGACCCTGAGTACCCAGATGACTACAGCCAAGGTGGGACCAGGCTGGACGGGAAGAATCTGGTGCAGGAATGGCT
228K Y M F R M G T P D P E Y P DDY S QGGT RLUDGTIKNLVQE WL
1399 GGCGAAGCGCCAGGGTGCCCGGTATGTGTGGAACCGCACTGAGCTCATGCAGGCTTCCCTGGACCCGTCTGTGACCCATCTCATGGGTCTCTTTGAGCCT
26l A K R Q GARY VWNRTETLMOQASLUDTPSVTHLMGTLTFEFP
SacIl (1593)
1499 GGAGACATGAAATACGAGATCCACCGAGACTCCACACTGGACCCCTCCCTGATGGAGATGACAGAGGCTGCCCTGCGCCTGCTGAGCAGGAACCCCCGCG
295 G DM K Y E I HR D S TLD®PSLMEMTTEA AALT RTLTLSTR RNTPR
PshAI (1630)
1599 GCTTCTTCCTCTTCGTGGAGGGTGGTCGCATCGACCACGGTCATCACGAAAGCAGGGCTTACCGGGCACTGACTGAGACGATCATGTTCGACGACGCCAT
328G F F L F VE G G R I DHGHUHESRAYU RALTTETI MFDTDA I
1699 TGAGAGGGCGGGCCAGCTCACCAGCGAGGAGGACACGCTGAGCCTCGTCACTGCCGACCACTCCCACGTCTTCTCCTTCGGAGGCTACCCCCTGCGAGGG
361 E R A G QL T S EEDTULSLVTADIU HSHYVTFSTFGSGYUPLTR RG

Xeml (1802) Stul (1841)
1799 AGCTCCATCTTCGGGCTGGCCCCTGGCAAGGCCCGGGACAGGAAGGCCTACACGGTCCTCCTATACGGAAACGGTCCAGGCTATGTGCTCAAGGACGGCG
395 S S I F G L AP GKARUDRIKAYTVLLYGNGPG GY VLKTDSG

BsrBI (1923)
1899 CCCGGCCGGATGTTACCGAGAGCGAGAGCGGGAGCCCCGAGTATCGGCAGCAGTCAGCAGTGCCCCTGGACGAAGAGACCCACGCAGGCGAGGACGTGGC
428 A R P D V T E S E S G S P E YR QQSAVPLDETETHAGTETDVA
BssHII (2005)
1999 GGTGTTCGCGCGCGGCCCGCAGGCGCACCTGGTTCACGGCGTGCAGGAGCAGACCTTCATAGCGCACGTCATGGCCTTCGCCGCCTGCCTGGAGCCCTAC
461 V F AR G P Q AHLVHGVQEAQTTFI AHVMAFAATCTLTEPY
Nhel (2180)
2099 ACCGCCTGCGACCTGGCGCCCCCCGCCGGCACCACCGACGCCGCGCACCCGGGGCGGTCCCGGTCCAAGCGTCTGGATTGAAGCTAGCTGGCCAGACATG
4995 T A C DL APPAGTTUDAAHTPG GRS SR RSIKT RTLTD e _—
2199 ATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCA

Hpal (2318)
2299 TTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCT

EcoRI (2414)
2399 CTACAAATGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCAT
- > ]

2499 AGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGC

Swal (2667)
2599 TCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAAT

2699 GTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGG

ApalLl (2852)
2799 ACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCLCGLCCC

1274 ¢« G ¢« D Q E E AV F HV CNGAUPUDU RTULATFERG
2899 CACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGC

1014W P Q E G I E T M AP GSADRTFNTSVVESWEAYTLTETDTLGHR
SgrAl (3082)
2999 GCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTC

684 V W V WA L T NDPVVQDQVASI1T FLTVDUDIRVVGATFTDTD
BsrBI (3145) BssHII (3161)
3099 CTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTG

354 E VF DR S F GL RDTWTFEVAGAVDRATLVZPVASTTL K



3199

Ncol (3199) Asel (3257)
GCCATGGTGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAACTACTGTTTGTAGGCGCCGGTCACAGCTT

-t

14A M
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Pvull (3577)
Bsu36I (3524) HindIII (3571)
CTGTGTTCTGGCGGCAAA

CCCGTTGCGAAAAAGAACGTTCACGGCGACTACTGCACTTATATACGGTTCTCCCCCACCCTCGGGAAAAAGGCGGAGCCAGTACACGACATCACTTTCC

Agel (3727) Spel (3796)
CAGTTTACCCCGCGCCACCTTCTCTAGGCACCGGTTCAATTGCCGACCCCTCCCCCCAACTTCTCGGGGACTGTGGGCGATGTGCGCTCTGCCCACTGAC

Sdal (3806) Pacl (3814)
TAGTGGGCCCTGCAGGTTAATTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTC
-

CGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCC

TCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTA

ApaLl (4138)
TCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAG

TCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGT

GGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGG

CAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACG

Pacl (4554) Swal (4563)
GGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCA
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